ABSTRACT Alar (Daminozide) is a plant growth regulator which is widely used as a fruit preservative for apple and mango to prevent pre-harvest fruit drop, promote color development and to delay excessive ripening. The aim of the present work was to demonstrate the effect of Alar on several life history traits, adult morphology, Hsp70 protein expression and in vivo DNA damage in the brain of the model organism Drosophila melanogaster. We assessed the life history and morphological traits including fecundity, developmental time, pupation height, egg-to-adult viability and mean wing length, body length, arista length and sternopleural bristle number of the emerging flies. The results showed a significant delay in the developmental milestones, increase in body length, wing length, arista length, a decrease in fecundity, pupal height and variation in sternopleural bristle number in the treated flies in comparison to the controls. Overexpression of Hsp70 protein suggests alar induced subcellular molecular stress and comet assay validates genotoxicity in the form of DNA damage in the treated larvae. Mutation screening experiment revealed induction of X lined lethal mutation.
Introduction
Alar (Daminozide, Figure 1 ) is used as plant growth regulator and considered a "stop-drop" wonder chemical as its application prevents fruits from prematurely falling. Alar is manufactured by mixing succinic anhydride with 1,1-dimethylhydrazine (UDMH), a toxic component of rocket fuel. The chemical is widely used in processing major varieties of red apples (like Mclntosh, Cortand, Jonathan and Red Delicious) and mangos (like Langra and Dashehary, etc) . Though it is not a pesticide, it earns popularity among the farmers as it provides economic benefits. Moreover, the Alar treated fruits appear lucrative to consumers owing to its cosmetically enhanced color and crunchiness. Alar was first used in the USA and was continued until 1989 when the US Environmental Protection Agency suggested a ban of the chemical owing to increasing reports on cancer incidence among
Materials and Methods

Fly Strain
The wild type Oregon R strain and a transgenic strain Bg 9 of Drosophila melanogaster were used for this study. In the Bg 9 transgenic strain, the wild type hsp70 sequence is tagged with reporter gene construct through P-element induced insertional mutagenesis. Here the reporter gene is bacterial lacZ which expresses β-galactosidase along with induced expression of Hsp70 protein following exposure to stress. These stocks were maintained in drum vials measuring 30 mm in diameter and 105 mm in height and on standard yeast-agar-cornmeal culture medium at 24±1 °C and 65-70% relative humidity (RH)in BOD incubator (Ashburner, 1989) .
Chemicals
Analytical grade Alar or Daminozide, IUPAC Name 4-(2,2-dimethylhydrazinyl)-4-oxobutanoic acid (purity 99%) and X-gal (5-bromo-4-chloro-3-indolyl-β-Dgalactopyranoside) were obtained from Sisco Research Laboratoty (Mumbai, India).Agarose, Low Melting Point Agarose, Ethidium Bromide and Collagenase were from Sigma Chemical Co. (St. Louis, MO USA). Phosphate Buffered Saline (PBS) (Ca 2+ , Mg 2+ free) was procured from Hi-Media Pvt. Ltd. (Mumbai, India) . All other chemicals were of molecular biology reagent grade.
Preparation of Alar for treatment
Alar or 4-(2,2-dimethylhydrazinyl)-4-oxobutanoic acid was dissolved in distilled water to prepare a high concentration stock solution and mixed with standard Drosophila culture medium at different concentrations (200, 400, 10 000, 20 000 ppm) by making necessary dilutions from the stock solution.
Determination of acute LC 50
To investigate the acute toxicity of Alar in Drosophila melanogaster in terms of LC 50 , twenty late 2 nd instar larvae were introduced in each food vial containing 5 ml of standard Drosophila food mixed with different concentrations of Alar (2 000, 4 000, 8 000, 12 000 and 13 000 ppm). Similarly, control sets were set up with the food vials without Alar. Triplicate sets of each treated and control group were maintained at 24 °C and 65-70% RH till eclosion of the adult. Death of larvae and pupae were recorded by counting the pupae following final molt and by recording hatched imagoes, respectively.
Morphological and life history parameters
Flies were reared in culture medium containing Alar at a concentration of 400 ppm under standard laboratory conditions for successive five discrete generations (fresh vials for each generation) and freshly eclosed flies of generation 6 were then subjected to study. Simultaneously control sets were maintained in a culture medium prepared with distilled water instead of Alar solution. Uninterrupted rearing of the flies for five successive generations in Alar containing medium intuitively ensured homogeneous integration of Alar molecules in subcellular organization of treated flies. We collected 10 pairs of virgin males and females from the freshly eclosed 6 th generation and transferred each pair to 10 respective vials containing Alar free medium. They were allowed to mate and oviposit for the next 24 hours. On the very next day the male fly from each vial was removed and the female fly was transferred to fresh vials every day (for 24 hours) for the next 20 days and the number of eggs laid daily by those 10 females was recorded for each day. We estimated total fecundity (in terms of number of eggs laid) and mean egg production by a female through the range of 20 days (Mukhopadhyay et al., 2003) to take the accounts of respective life history traits for the entire period of reproductive age of the Drosophila females. The pupal height (the level of puparium on the wall of glass vial) of each larva was measured as the distance from the surface of the food to the midpoint between the spiracles on the puparium (Sokolowski, 1985) . Emergence of the adults from the puparium was counted to estimate egg-to-adult viability and sexing of adult was also done. All flies were observed carefully under stereo zoom microscope to find any morphological distortions such as changes in eye color, wing shape, body pigmentation, etc. and photographs were taken with Olympus stereo zoom microscope model SZ-11. A single wing was removed from each adult fly and the distance between the alula notch and the tip of the wing was measured using a dissecting microscope fitted with a graduated eyepiece. Besides, the mean wing length and body length of the emerging adults were measured following the method by Santos et al. (1994) . The time needed to complete the pupation and imago emergence (the day of pupation and adult emergence) was recorded as parameter of developmental time. As the eggs are hatched at any time within 24 hours following oviposition, we synchronized our record on adult emergence time and day of pupation initiating the time count from the time of hatching of the first instar larvae. This experimental regimen was followed for all the replicates in treated and control categories.
We observed distorted morphological features among some treated flies and subsequently evaluated whether those distorted features were hereditary by crossing two identical dysmorphic flies and by performing test cross between F1 progeny and either of the parental flies. For all the experimental design the generation count was started following inception of the experiments.
Effects of temperature on adversity of Alar
We reared the 10 pairs of male and female flies in 200 ppm Alar-mixed culture medium at two different temperatures (23 °C and 28 °C) to test whether imperilments inducted by Alar get exacerbated in interaction with increasing temperatures. Other experimental conditions remained the same as mentioned in the life history and morphological study above.
In situ molecular stress assessment by Hsp70 expression level
As the Hsp 70, the molecular chaperon of eukaryotic system, exhibits overexpression under any kind of cellular stress, we intended to study the expression pattern of this protein under the exposure of Alar. Late 2 nd instar larvae of Bg 9 stock of Drosophila melanogaster were reared in Alar-mixed culture medium (200, 400 and 10000 ppm) till their 3 rd instar larval stage was reached. Wandering 3 rd instar larvae feeding on different concentrations of Alar were collected and washed thoroughly in Poel's salt solution (PSS). These larvae were dissected, fixed in 2.5% glutaraldehyde followed by washing in 50 mM sodium phosphate buffer (pH 8.0), stained in X-gal staining solution (Sarkar et al., 2015) in grooved slides, kept overnight at 37 °C in a humidified chamber and observed under stereo-zoom microscope for differential Hsp70 protein expression.
Genotoxicity and neurotoxicity assessment by alkaline comet assay
In vivo genotoxicity, DNA damage in particular and neurotoxicity of Alar in Drosophila melanogaster was assessed using single cell gel electrophoresis or comet assay following the method of Dhawan et al. (2009) with minor modifications. Comet slides were prepared by using 10 late 2 nd instar larvae fed with sub-lethal (400 and 10 000 ppm) and lethal (20 000 ppm) concentration of Alar as well as control larvae for 60 hrs in culture vial at standard laboratory condition (24±1 °C temperature, 65-70% relative humidity).After 60 hrs, wandering 3 rd instar larvae from both treated and control groups were removed from the culture medium and washed with Dulbecco's Phosphate Buffered Saline (PBS pH 7.4). Cerebral ganglia from 10 larvae each from control and treated groups were explanted in PSS (pH 6.8) and treated with 300 μl of collagenase (0.5 mg/ml in PBS, pH 7.4) for 15 min at 24±1 °C. The cells were then passed through nylon mesh (60 μm), washed with PBS with gentle shaking and finally suspended in 80 μl of PBS. For positive control, cells were exposed to 25 µM H 2 O 2 for 5 min at this stage.
The cell suspension was then mixed with equal volume of 1.5% low melting point agarose (LMPA) and layered on top of the end-frosted slides that were precoated with 1% normal melting point agarose (NMA). The slides were cooled at 4 °C for 5 min. After lysis for 2 h at 4 °C in lysing solution (2.5 M of NaCl, 100 mM of EDTA, 10 mM of Tris, pH 10 and 1% Triton X-100, pH 10), the slides were transferred to a horizontal electrophoresis apparatus filled with freshly chilled electrophoresis buffer (1 mM of Na 2 EDTA and 300 mM of NaOH, pH>13) and left for 10 min to facilitate unwinding of DNA. Electrophoresis was performed for 15 min at 300 mA, 25 V at 4 °C. After electrophoresis, the slides were immediately neutralized with 0.4 M of Tris buffer (pH 7.5) and stained with ethidium bromide (20 μg/ml) for 10 min in dark. After washing in chilled distilled water the slides were examined under a fluorescent microscope (Leica, Germany) at 40X magnification and the images were analyzed using CASP version 1.2.3beta2 (Comet Assay Software Project, http://casplab. com/). Each experiment was performed in triplicate with 10 larvae and the slides were prepared in duplicate. Three different parameters were used as indicators of DNA damage -tail moment (TM; arbitrary units), tail DNA (%) and tail length (μm).
Assessment of the potential of Alar for inducing X-linked lethal mutation
We employed attached X method ( Figure 9 ) to screen any X-lined lethal mutation induced by Alar exposure. Freshly eclosed 50 male flies of attached X stock (BDSC stock no. 43329) were isolated. Males were kept in separate vial having culture media mixed with Alar of concentration 1 000 ppm for 48 hours. Individual males were then crossed with two virgin females of attached X stock and reared at 24±1 °C and 65-70% RH for 48 hours and then the flies were removed from the vials. The vials were kept till the emergence of F1 flies. The F1 flies were examined thoroughly for the presence of males. We scored lethality following the deviation of female:male from 1:1 value.
Statistical analysis
Probit analysis was performed for the determination of LC 50 of Alar in late 2 nd instar larvae of Drosophila melanogaster. The treated and control sets were compared using 2×2 ANOVA for the morphological parameters having sex specific difference. We performed 'two-way ANOVA' to find if there was an interaction between culture temperature and Alar exposure on the morphological and life history trait of Drosophila melanogaster. One-way ANOVA was performed for life history parameters, where sex is not a significant variable. We recorded mean and median fecundity and compared the values for treated and control sets using t-test. Daywise fecundity is also recorded and compared using one-way ANOVA. Variations in the number of sternopleural bristles on both left and right body sides of control and treated flies (males and females separately) were compared and analyzed by t-test. For testing male lethality we compared the female:male ratio value by Chi square method.
The values of three selected parameters for DNA damage (Tail Length, % Tail DNA and Tail Moment) through comet assay were compared using Student's t-test. Statistical analyses were performed in SPSS (for Probit analysis), VassarStats (for ANOVA) and GraphPad (for t-test) statistical software. 
Results
Determination of acute LC 50
The Probit parametric estimates are presented in Table 1 . Figure 2 displays the Probit line graph of acute toxicity of Alar in Drosophila melanogaster larvae and pupae. The estimated mortality for control set was nearly zero. The calculated lower and upper limits for the LC 50 values were 6705.600 and 45181.211 ppm, respectively for larvae and 4280.964 and 27921.125 ppm, respectively for pupae at 95% confidence interval. This suggests that Drosophilia melanogaster showed 50% pupal death at the lower concentration (8011.601 ppm) of Alar treatment in comparison to larvae, which exhibited 50% death at higher concentration (10842.477 ppm). There is a positive relation between toxicity and dose of Alar (Figure 2 ).
Morphological and life history parameters
Summary of the results is presented in Table 2 . Alar treated flies exhibit a significant delay in pupation time and adult emergence time (p=0.003 and <0.0001 respectively in One-way ANOVA) in all experimental conditions than do the controls. We scored pupation time for control group as 4.9±0.2 days in contrast to treated group which attained pupal phase at 6.0±0.2 days reared in 400 ppm Alar containing medium. Similarly, the treated group needed 9.9±0.3 days to emerge as imago in contrast to 8.93±0.2 days for the control. We observed a significant reduction in pupation height in Alar treated flies (0.4±0.2 cm.) in contrast to the control (4.0±0.04 cm) in 400 ppm Alar medium. Similar results were obtained in other experimental conditions too (Table 2) . We recorded a significant reduction (p=0.0009 in One-way ANOVA) in mean daily egg production in Alar treated groups with a span of over 20 days (Tables-3; Figure 3 ). Egg to adult survival rate was also decreased significantly in treated groups when compared to control (Tables 2-3; Figure 3 ).
We assessed various morphometric traits including wing length, body length and arista length in sex specific manner. We scored female arista length for control as 274±0.5 µm and for treated 294±2.3 µm. For male sex, the estimates are 251±1.6 µm for control in contrast to 260±0.8 µm in treated reared in 400 ppm Alar containing medium. Similarly, body and wing also exhibited increase in length (Tables 2 and 4) .
Beside morphometric variations between control and treated groups, we recorded various distortions and teratogenic effects on wing structure (Figure 4 ). These traits were found to be non hereditary in nature upon crossing between flies of similar trait up to F2. Abnormality in the formation of pupa was also found in F1 generation ( Figure 5 ). Variation in the number and arrangement of sternopleural bristles (both unilateral and bilateral asymmetry) was found to be significant (p<0.0001 in t-test) between control and Alar treated F1 flies. Values represent mean ± SD.
Effects of temperature on adversity of Alar
Result of the experiment to study temperature dependent Alar effect (200 ppm) exhibited interesting observations. For all morphological traits studied an increase in size occurred at a temperare lower than 23 °C and higher than 28 °C (Table 2) . Similarly, for life history traits much delay was recorded in pupation time and adult emergence time in temperatures lower than 23 °C compared to temperature higher than 28 °C. On the contrary, fecundity and survival rate scored lower value at higher temperature. The effects of temperature and exposure to Alar were found to be significant for all the selected life history traits. However, no two-way interaction between temperature condition and exposure to Alar was found (Table 5; Figure 6 ). As there are sex specific differences in morphometric traits, we performed two-way ANOVA separately for males and females. The individual effects of temperature condition and exposure to Alar were found to be significant for both sexes. Their interaction, however was not significant (Table 5 ).
In situ molecular stress assessment by Hsp70 expression level larvae (control), on the other hand, expressed much less or no blue coloration in their digestive tract ( Figure 7A ).
Genotoxicity and neurotoxicity assessment by alkaline comet assay
Larvae exposed to H 2 O 2 (positive control) and to different concentrations of Alar (400, 10 000, 20 000 ppm) showed a significant increase in DNA damage in the cells of cerebral ganglia (Table 6 ). Figure 8A represents images of brain cells of third instar larvae after 60 hours of treatment with different concentrations of Alar. Figure 8B is the graphical representation of the data of three selected DNA damage parameters (Tail Length, % Tail DNA, and Tail Moment) obtained from comet assay.
Assessment of the potential of Alar for inducing X-linked mutation
We isolated 1734 F1 living flies from the 50 experimental vials and sorted them carefully under microscope for sexing. We found 1087 female flies in contrast to 647 male flies and tested by chi-square method for the deviation from 1:1 female:male ratio. A significant deviation (χ 2 =56.7; p<0.05) was recorded which suggests mortality of male resulting from probable induction of X lined lethal mutation in treated male by Alar.
Discussion
Indiscriminate use of food additives and preservatives poses severe health problems in human and model organisms. Unfortunately, characterization of adversity of many such food additives and fruit preservatives remains outside the scientific research interest. Alar, i.e. Daminozide, is such a chemical which is almost ubiquitous for its use in apple preservation and finds its route of entry into the human body and that of other species who are natural consumers of fruits through apple slices and juice. We determined the LC 50 value of Alar for both is the metabolically active developmental stage devoid of feeding where maximum tissue rearrangements are taking place. Thus, food already ingested in the larval life happens to manifest its effect on pupae (Dad et al., 2011) . Moreover, the pupal stage is non-excretory and hence chance of removal of Alar from the body is nil and thus comparatively less concentration of Alar exerts lethality in the pupal stage.
In the present work, Alar was found to be a toxic agent for life history and morphological traits and probably acts as teratogenic agent in Drosophila melanogaster. The results showed delayed developmental regimen and significant increase in body, wing and arista length. This modulation of life history and morphological traits may be local adaptation of the insect against Alar. It may be possible that the larger body size is adaptive and a fly with such features somehow manages to survive in the stressful Alar containing medium. Similarly, extension of developmental phases beyond the normal schedule may be another survival strategy in unfavorable cultural conditions. Alternately, Alar may have toxic effects on the genes that regulate ontogenetic development. Intuitively, genes of TOR pathway or activating lifespan extending genes such as sir2 (Roy et al., 2017) may be the target, though other genes may also get affected. We recorded a drop in fecundity which suggests strong effect of Alar on germinal tissue and shortening of pupation height which is the indicator of pre-adult fitness (Casares et al., 1997) . Alternatively, low mean puparium height among the treated larvae is indicative of neurotoxicity. It may be possible that neurotoxicity induced by Alar affected the mobility of larvae due to which they cannot move up to the upper part of the culture vial, the preferred site of control larvae for pupation. It is possible that Alar might have created lethal conditions for some larvae. Surviving larvae might have adjusted or adapted to this toxicant by altering their morphology and life history traits.
The present study also revealed an effect of temperature on the adversity of Alar on morphological and life history traits of Drosophila melanogaster. The results are consistent with previous studies on the effect of the pesticide (Das et al., 2010; Podder & Roy, 2015) and temperature condition (Schnebel & Grossfield,1992; Rezaei, 2012; Chen et al., 2013; Chang et al., 2014) on life history traits. We observed developmental delay among the flies treated at the lower temperature of 23 °C than the flies reared at the higher temperature at 28 °C. Additionally, a greater increase in body length, wing length and arista length was recorded at lower temperature than in flies reared at higher temperature. At this point it is very difficult to explain the cause behind the temperature effects on adversity of Alar. More incisive analyses are needed to unravel the exact etiology.
Alar was found to be highly toxic at higher concentrations, as revealed by Hsp70 expression in transgenic Drosophila melanogaster (hsp70-lacZ) strain Bg 9 . Usually, Hsp70 expression increases in response to subcellular molecular stress and means to maintain the cellular and molecular homeostasis (Hightower, 1991) . Considerable numbers of studies have used Hsp70 as reporter gene in evaluating the toxic potential of some toxicants (Nazir et al., 2001; Mukhopadhyay et al., 2002; Siddique et al., 2013) . In the present study, we observed overexpression of Hsp70 in larval proventriculus, midgut and hindgut. Exposure of the larvae to Alar occurs through their feeding and hence the gut tissues express Hsp70 immediately to mitigate the imperilments induced by Alar following its consumption.
We recorded DNA damage through comet assay in the cerebral ganglionic cells of mature third instar larvae exposed to different concentrations of Alar. This observation unambiguously revealed that Alar is a neurotoxicant causing neurodegeneration in the cells of cerebral ganglia of treated larvae. Though we did not perform this experiment on the other tissues from different parts of larval body, but predictively we can say this kind of genotoxicity in form of DNA damage may have induced by Alar in other body tissues as well. We found X-lined recessive lethal mutations as we recorded selective excess mortality of male sex (Figure 9 ) in our genetic screening experiment involving cross using attached X stock. That suggests alar has mutagenic potential too.
In recent years, Drosophila melanogaster has been emerged as a popular model eukaryote for in vivo genotoxicity studies (Mukhopadhyay et al., 2004; Siddique et al., 2005) . The fly has worldwide distributions in orchards and markets and therefore, it becomes an innocent victim of pesticides or preservatives used indiscriminately in those orchards and fruit processing units. These chemicals enter into human body through direct or indirect routes and also affect other non-target living animals like Drosophila. These facts justify the use of Drosophila 
